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1
DETECTION AND TREATMENT OF
AUTOIMMUNE DISORDERS

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application is a continuation of U.S. application Ser.
No. 13/282,334, filed Oct. 26, 2011, which is a divisional of
U.S. application Ser. No. 12/243,913, filed on Oct. 1, 2008,
now U.S. Pat. No. 8,062,852, which claims the benefit of U.S.
Provisional Application No. 60/997,334, filed Oct. 1, 2007,
all of which are incorporated by reference herein in their
entirety.

STATEMENT REGARDING FEDERALLY
SPONSORED R&D

This invention was made with Government support under
grant T32 AR007108 to the University of Washington Divi-
sion of Rheumatology from the National Institutes of Health,
and grant MOI-RR-00037 to the University of Washington
General Clinical Research Center from the National Institutes
of Health.

FIELD OF THE INVENTION

Aspects of the invention concern ligands that interact with
the inhibitory receptor Programmed death 1 (PD-1), which is
expressed on activated lymphocytes and regulates tolerance
and autoimmunity. Some embodiments relate to, for example,
the use of a PD-1 ligand, such PD-L1, to treat or prevent an
autoimmune disease, ameliorate the symptoms of an autoim-
mune disease or indicate the presence or absence (e.g., diag-
nose) an autoimmune disease, such as systemic lupus erythe-
matosus (SLE).

BACKGROUND

Autoimmune diseases occur when an organism’s immune
system fails to recognize some of the organism’s own tissues
as “self” and attacks them as “foreign.” Normally, self-toler-
ance is developed early by developmental events within the
immune system that prevent the organism’s own T cellsand B
cells from reacting with the organism’s own tissues. Major
histocompatibility complex (MHC) cell surface proteins help
regulate these early immune responses by binding to and
presenting processed peptides to T cells.

This self-tolerance process breaks-down when autoim-
mune diseases develop. In such diseases, the organism’s own
tissues and proteins are recognized as “autoantigens” and are
attacked by the organism’s immune system. For example,
multiple sclerosis is believed to be an autoimmune disease,
which occurs when the immune system attacks the myelin
sheath, whose function is to insulate and protect nerves. It is
a progressive disease characterized by demyelination, fol-
lowed by neuronal and motor function loss. Rheumatoid
arthritis (“RA”) is also believed to be an autoimmune disease,
which involves chronic inflammation of the synovium in
joints with infiltration by activated T cells, macrophages and
plasma cells, leading to a progressive destruction of the
articular cartilage. It is the most severe form of joint disease.
The nature of the autoantigen(s) attacked in rheumatoid
arthritis is poorly understood, although collagen type Il is a
candidate.

Some believe that multiple sclerosis and rheumatoid arthri-
tis are inherited disorders because these diseases occur more
frequently in individuals carrying one or more characteristic
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MHC class II alleles. For example, inherited susceptibility for
rheumatoid arthritis is strongly associated with the MHC
class I DRBI1 *0401, DRB 1 *0404, or DRB 1*0405 or the
DRB1*0101 alleles. The human leukocyte antigens (HLA)
are found on the surface of cells and help determine the
individuality of tissues from different persons. HLA genes
are located within the MHC on chromosome 6. The MHC
region expresses a number of distinctive classes of molecules
in various cells of the body, the genes being, in order of
sequence along the chromosome, the Class I, 1T and III MHC
genes. The Class I genes consist of HLA genes, which are
further subdivided into A, B and C subregions. The Class 11
genes are subdivided into the DR, DQ and DP subregions.
The MHC-DR molecules are the best known; these occur on
the surfaces of antigen presenting cells such as macrophages,
dendritic cells of lymphoid tissue and epidermal cells. The
Class III MHC products are expressed in various components
of the complement system, as well as in some non-immune
related cells.

Another example of an autoimmune disease is Systemic
lupus erythematosus (SLE), or lupus, which is a debilitating
autoimmune disease characterized by the presence of an array
of autoantibodies, including antibodies to double stranded
DNA, to nuclear protein antigens and to ribonucleoproteins.
SLE affects approximately 1 in 2000 individuals (U.S. 1 in
700 women). The disease primarily affects young women,
with a female-to male ratio of approximately 9:1.

Systemic lupus can affect almost any organ or system of the
body. Systemic lupus may include periods in which few, if
any, symptoms are evident (“remission”) and other times
when the disease becomes more active (“flare”). Most often
when people mention “lupus,” they are referring to the sys-
temic form of the disease.

Corticosteroids are the mainstay in treating systemic
autoimmune disorders. Life threatening, severely disabling
manifestations of SLE are treated with high doses of gluco-
corticoids. Undesirable effects of chronic glucocorticoids
include an array of prominent adverse eftects such as cush-
ingoid habitus, central obesity, hypertension, infection, cap-
illary fragility, hirsutism, accelerated osteoporosis, cataracts,
diabetes mellitus, myopathy and psychosis. In addition to
corticosteroid toxicity, patient compliance to a dosage regi-
men also poses a serious problem.

Cytotoxic agents are also used for controlling active dis-
ease, reducing the rate of disease flares, and reducing steroid
requirements. Undesirable side effects of the latter include
bone marrow suppression, increased infections with oppor-
tunistic organisms, irreversible ovarian failure, alopecia and
increased risk of malignancy.

Programmed death 1 (PD-1), an inhibitory receptor
expressed on activated lymphocytes, is thought to be involved
in autoimmune diseases, such as SLE. PD-1 has two ligands:
PD-1 ligand 1 (PD-L1), which is expressed broadly on
hematopoietic and parenchymal cells, including pancreatic
isletcells; and PD-1.2, which is restricted to macrophages and
dendritic cells.

SLE is an inflammatory disease for which to date there is
no definitive diagnostic tool, treatment or cure. The disease
results in acute and chronic complications. The only current
treatments available are palliative, aimed at relieving acute
symptoms and preventing chronic complications, often with
profound side effects. The need for new detection methods
and treatments for autoimmune diseases, such as SLE are
manifest.

SUMMARY OF THE INVENTION

Some embodiments related to method of detecting the
presence or absence of an autoimmune disease in a patient
comprising:
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identifying a patient that is suspected of having or is at risk
of having an autoimmune disease;

obtaining a biological sample from said patient;

determining the level of PD-L.1 or antibody specific for
PD-L1 in said biological sample; and

correlating the level of PD-L1 or antibody specific for
PD-L1 in said biological sample with the presence or absence
of an autoimmune disease.

In some embodiments, the autoimmune disease is selected
from the group consisting of multiple sclerosis, Crohn’s dis-
ease, SLE, Alzheimer’s disease, rheumatoid arthritis, psori-
atic arthritis, enterogenic spondyloarthropathies, insulin
dependent diabetes mellitus, autoimmune hepatitis, thyroidi-
tis, transplant rejection and celiac disease.

In some embodiments, the autoimmune disease is SLE.

In some embodiments, the autoimmune disease is rheuma-
toid arthritis.

In some embodiments, the biological sample comprises at
least one of cells, cell extracts, peripheral blood lymphocytes,
serum, plasma and biopsy specimens.

Some embodiments further comprise providing an anti-
body that is specific for PD-L.1.

Some embodiments further comprise providing an anti-
body specific for a to cell surface marker on a monocyte or
dendritic cell.

In some embodiments, the antibody is fluorescently-la-
beled.

In some embodiments, the determining step employs flow
cytometry.

Some embodiments relate to a method of distinguishing
between the presence of SLE or a bacterial or viral infection
in a patient comprising:

identifying a patient that is suspected of having or is at risk
of having an SLE, a bacterial, or viral infection;

obtaining a biological sample from said patient;

determining the level of PD-L.1 or antibody specific for
PD-L1 in said biological sample; and

correlating the presence, absence, or amount of PD-LL1 or
antibody specific for PD-L1 in said biological sample with
the presence or absence of SLE or a bacterial or viral infec-
tion.

In some embodiments, the biological sample at least one of
cells, cell extracts, peripheral blood lymphocytes, serum,
plasma and biopsy specimens

Some embodiments further comprise providing an anti-
body that is specific for PD-L.1.

Some embodiments further comprise providing an anti-
body specific for a to cell surface marker on a monocyte or
dendritic cell.

In some embodiments, the antibody is fluorescently-la-
beled.

In some embodiments, the determining step employs flow
cytometry.

Some embodiments relate to a method of distinguishing
between an active autoimmune disease and an autoimmune
disease in remission in a patient comprising the steps of:

identifying a patient that is suspected of having an active
autoimmune disease or an autoimmune disease in remission;

obtaining a biological sample from said patient;
determining the level of PD-L.1 or antibody specific for
PD-L1 in said biological sample; and

correlating the presence, absence, or amount of PD-LL1 or
antibody specific for PD-L1 in said biological sample with
the presence of an active autoimmune disease or an autoim-
mune disease in remission.

In some embodiments, the autoimmune disease is at least
one selected from the group consisting of multiple sclerosis,
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Crohn’s disease, SLE, Alzheimer’s disease, rheumatoid
arthritis, psoriatic arthritis, enterogenic spondyloarthropa-
thies, insulin dependent diabetes mellitus, autoimmune hepa-
titis, thyroiditis, transplant rejection and celiac disease.

In some embodiments, the autoimmune disease is SLE.

In some embodiments, the autoimmune disease is rheuma-
toid arthritis.

In some embodiments, the biological sample comprises at
least one of cells, cell extracts, peripheral blood lymphocytes,
serum, plasma and biopsy specimens.

Some embodiments further comprise providing an anti-
body that is specific for PD-L1.

Some embodiments further comprise providing an anti-
body specific for a cell surface marker on a monocyte or
dendritic cell.

In some embodiments, the antibody is fluorescently-la-
beled.

In some embodiments, the determining step employs flow
cytometry.

Some embodiments relate to a kit for detecting the pres-
ence of an autoimmune disease comprising:

an antibody specific for PD-L1; and

a correlation of the amount of bound antibody specific for
PD-L1 or antibody specific for PD-L1 in a biological sample
with the presence or absence of said autoimmune disease.

In some embodiments, the autoimmune disease is SLE.

In some embodiments, the autoimmune disease is rheuma-
toid arthritis.

Some embodiments relate to a method of treating or pre-
venting an autoimmune disease or treating or preventing the
symptoms of an autoimmune disease comprising the steps of:

identifying a patient in need of such treatment; and

administering to the patient at least one caspase inhibitor in
an amount sufficient to induce or increase PD-L.1 expression
by the cells of the patient,

thereby treating or preventing the autoimmune disease or
treating or preventing the symptoms of the autoimmune dis-
ease.

In some embodiments, the at least one caspase inhibitor
comprises a poly-caspase inhibitor.

In some embodiments, the at least one caspase inhibitor
comprises at least one of Z-WEHD-fimk, Z-VDVAD-fmk,
Z-DEVD-fimk, Z-YVAD-fmk, Z-VEID-fmk, Z-IETD-fmk
Z-LEHD-fmk, Z-AEVD-fmk, Z-LEED-fmk, Z-VAD-fmk
and OPH.

In some embodiments, the capase inhibitor is OPH.

In some embodiments, the autoimmune disease is SLE.

In some embodiments, the autoimmune disease is rheuma-
toid arthritis.

In some embodiments, the administering of the caspase
inhibitor to the patient comprises at least one of intravenous,
intraperitoneal, inhalation, intramuscular, subcutaneous,
nasal and oral administration.

Some embodiments further comprise the administration of
at least one selected from therapeutics targeting HLLA mol-
ecules, CD18, CD2, CD4, CD28, Fc-gamma 3 receptor, Fc
gamma receptor 2a, CTLA4, or TGF-b in an amount suffi-
cient to induce or increase PD-L.1 expression by the cells of
the patient.

Some embodiments relate to a method of treating or pre-
venting an autoimmune disease or treating or preventing the
symptoms of an autoimmune disease comprising the steps of:

identifying a patient in need of such treatment;

removing a biological sample from the patient;

exposing the biological sample to at least one caspase
inhibitor ex vivo in an amount sufficient to induce or increase
the expression of PD-L.1 on the cells in the biological sample;
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washing the cells; and

administering the cells to the patient thereby treating or
preventing the autoimmune disease or treating or preventing
the symptoms of the autoimmune disease.

In some embodiments, the at least one caspase inhibitor
comprises a poly caspase inhibitor.

In some embodiments, the biological sample comprises at
least one of cells, cell extracts, peripheral blood lymphocytes,
serum, plasma and biopsy specimens.

In some embodiments, the at least one caspase inhibitor
comprises at least one of Z-WEHD-fimk, Z-VDVAD-fmk,
Z-DEVD-fimk, Z-YVAD-fmk, Z-VEID-fmk, Z-IETD-fmk
Z-LEHD-fmk, Z-AEVD-fmk, Z-LEED-fmk, Z-VAD-fmk
and OPH.

In some embodiments, the caspase inhibitor is OPH.

In some embodiments, the autoimmune disease is SLE.

In some embodiments, the autoimmune disease is rheuma-
toid arthritis.

Some embodiments further comprise the step of exposing
biological sample to at least one selected from therapeutics
targeting HLLA molecules, CD18, CD2, CD4, CD2S,
Fc-gamma 3 receptor, Fc gamma receptor 2a, CTLA4, or
TGF-b in an amount sufficient to induce or increase PD-L1
expression by the cells of the patient.

BRIEF DESCRIPTION OF THE DRAWINGS

FIGS. 1A-1C show the PD-L1 expression in primary
human PBMC. Cells were cultured for one day and live
PBMC gated by forward and side scatter. FIG. 1A, PD-L1 is
expressed by the CDT population in controls and in SLE
remission, but not in SLE flare. FIG. 1B, PD-L17 cells could
be divided into 2 groups based on CD14 expression. For
FIGS. 1A and 1B, results are representative of PBMC from 17
healthy controls, 12 SLE flare, and 12 SLE remission. FIG.
1C,CD14” and CD14" cells were further characterized using
antibodies to CDll¢, CD11b, CDlc, CDS8O/CDRS6,
CD45RO, CD83, and HLA-DR. Results are representative of
PBMC from 2 controls, 1 SLE flare, and 1 SLE remission.

FIGS.2A-2D show APC from subjects with active SLE are
deficient in PD-L1. FIG. 2A, PD-L1 is expressed on imma-
ture mDC and Mo from healthy children and those in SLE
remission, but not from those in SLE flare. Data are represen-
tative of PBMC from 17 healthy controls, 12 SLE flare, and
12 SLE remission. FIG. 2B, Mean PD-L1 expression is sig-
nificantly lower on immature mDC and Mo in active SLE.
FIG. 2C, PD-L1 expression correlates with SLE disease
activity in individual patients. MFI values were normalized
using PD-L.1 expression on CD147/CDl11c™ cells for each
sample. FIG. 2D, Percent of PD-L1" APC is decreased in
active SLE. For FIGS. 2B and 2D: horizontal bars represent
means for 15 controls, 12 SLE flare, and 11 SLE remission;
C=Controls, F=SLE flare, R=SLE remission.

FIGS.3A-3D show spontaneous PD-L 1 expression in APC
over time. PBMC from two healthy controls (means+/—stan-
dard deviations), one SLE flare, and one SLE remission were
cultured for five days and APC identified by surface staining.
FIG. 3A, Immature mDC from children with active SLE fail
to upregulate PD-L1 on all days. FIG. 3B, Absolute number
of immature mDC (open symbols), and number expressing
PD-L1 (filled symbols). FIG. 3C, Mo from children with
active SLE fail to upregulate PD-L.1; although levels appear
to rise slightly by day five, there are very low cell numbers
remaining in these cultures (see FIG. 3D). FIG. 3D, Absolute
number of Mo (open symbols), and number expressing PD-
L1 (filled symbols). Timecourse is representative of three
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independent experiments with similar results, using PBMC
from six healthy controls, six SLE flare, and 11 SLE remis-
sion.

FIGS. 4A-4D show that PD-L.1 expression is inversely
correlated with apoptosis and is upregulated by caspase
inhibitors. FIG. 4A, Increased apoptosis in active SLE.
PBMC were cultured for one day and stained to identify early
(Annexin V*/PI") and late (Annexin V*/PI*) apoptosis. Data
shown represent means for PBMC from six controls, six SLE
flare, and ten SLE remission. FIG. 4B, OPH reduces apopto-
sis in PBMC. Data shown represent means for PBMC from
two controls, two SLE flare, and one SLE remission. FIG. 4C.
OPH treatment significantly increases PD-L1 expression
over baseline. Horizontal bars represent mean Mo PD-L1
levels in ten controls, four SLE flare, and seven SLE remis-
sion samples; values were normalized as in 2C. FIG. 4D,
Apoptosis is inversely correlated with PD-L1. Percent live
PBMC was plotted against Mo PD-L1 expression. Data
shown are representative of two independent experiments.

FIGS. 5A-5D show that other APC surface markers are not
globally upregulated by caspase inhibitors. FIG. 5A, OPH
increases PD-L1 and increases the number of CD14™ among
PD-L1* PBMC. FIG. 5B, OPH does not increase other APC
surface markers. Data shown are representative of PBMC
from two healthy controls, one SLE flare, and one SLE remis-
sion. FIG. 5C, APC express very little PD-L.2 after one day of
culture. Data are representative of PBMC from three controls
and one SLE remission. FIG. 5D, PD-L.2 expression is asso-
ciated with CD14 levels, but is not increased by OPH,
Z-VAD, or DMSO control through four days of culture. Bars
represent means+/—standard deviations of PD-1.2 expression
in two healthy controls.

FIG. 6 shows that potential cleavage sites for caspases 1-9
fall between PD-L1 amino acids 70-180. Caspases are listed
in order of greatest likelihood of cleavage at that site based on
correlation with their known consensus recognition
sequences.

FIG. 7 shows the costimulatory potential of SLE flare APC
could be normalized by inhibition of caspases PBMC were
cultured for one day and stained for the costimulatory mol-
ecules C080, CD86, and PD-L1. CD80/86 levels are similar
in control and SLE flare APC, but SLE flare cells lack con-
current PD-L1 expression. Treatment of PBMC with OPH
increased PD-L1 levels in control cells and restored normal
levels of PD-L1 in SLE flare cells. PBMC from a second
healthy child and from a patient in SLE remission behaved the
same as the normal control.

FIG. 8 shows the cytokine expression by T cells in autolo-
gous culture. Bars represent the percent of each cell type
expressing cytokines (mean+/-S.E.).

FIGS. 9-1,9-2, and 9-3 show the levels of caspase activity
in PBMC from children with and without SLE. Symbols
denote differences between populations: **p<0.05, demon-
strating a significant difference between SLE and controls;
*p<0.071, demonstrating a trend toward significance
between SLE and controls.

FIG. 10 shows the effect of caspase inhibitors on PBMC
death and apoptosis. Treated cells were assayed for cell death
and apoptosis using Annexin V and PI, as well as stained for
cell-surface expression of PD-LI on APC. Note: sample
results for only one set of control cells treated with OPH and
Z-VAD-fimk are shown here, but studies were performed
using both poly- and specific caspase inhibitors on multiple
sets of PBMC.
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FIG. 11 shows the effect of specific caspase inhibitors on
PD-L1 expression in mDC. This graph shows the PD-L.1
quantitation results for one set of control mDC treated with
various inhibitors.

FIG. 12 shows the PD-L1 expression in Mo under pro- and
anti-apoptotic culture conditions. Normal PBMC were cul-
tured in standard medium containing serum (med), medium
without serum (serum-) to increase apoptosis, or in medium
containing 50 uM of polycaspase inhibitor (OPH) to decrease
apoptosis. Bars reflect the mean values for Mo from two
healthy individuals; left graph: PD-L1.1 MFI; right graph: per-
cent of Mo expressing PD-L1.

FIGS. 13A-13G show PD-L1 protein is deficient on APC
during SLE flare, but not during remission. (FIG. 13A)
PBMC were cultured for 1 day and APC subsets identified.
(FIG. 13B) PD-L1 expression on both mDC and Mo was
reduced during SLE flare, but not during remission. (FIG.
13C) CDlc staining demonstrated that PD-L.1 expression in
CD14% CDI11c* cells was enriched on Type 1 immature
mDC. (FIG. 13D) PD-L1 levels on mDC (upper graph) and
Mo (lower graph) from 15 controls, 12 SLE flare and 14 SLE
remission. Circles represent individual PD-L.1 values and
bars represent the mean MFI (£1 s.d.) for each group. For SLE
flare mDC, *P<6.5x107> compared with controls; *P<2.5x
1072 compared with remission. For SLE flare Mo, *P<1.8x
10~* compared with controls; *P<2.4x10~° compared with
remission. For SLE remission Mo, *P<3.4x10~> compared
with controls. (FIG. 13E) PD-L1 expression on mDC and Mo
was normalized to background levels using the PD-1.1 MFI of
CD 14~ CD11c¢" cells as the denominator for each sample. For
SLE flare mDC, *P<4.1x10> compared with controls;
*P<2.1x1072 compared with remission. For SLE flare Mo,
#P<2.0x10~® compared with controls; *P<1.1x10~®* com-
pared with remission. (FIG. 13F) SLE flare patients exhibited
a lower percentage of PD-L.1" APC (mDC, upper graph and
Mo, lower graph). For SLE flare mDC, *P<4.2x10~> com-
pared with controls. For SLE flare Mo, *P=<1.1x107% com-
pared with controls; *P<4.0x10~® compared with remission.
FIG. 13G Mo PD-L1 values from (FIG. 13E) were graphed
for patients with serial blood samples; shaded area denoted
the ‘normal range’ of Mo PD-L1 expression observed in
healthy controls (mean+1 s.d.).

FIG. 14 shows lupus flare APC express positive co-stimu-
latory molecules. PBMC were cultured for 1 day and gated
for APC as given earlier. Compared with control cells (top
row), SLE flare APC (middle row) lacked PD-L.1 and the
CD80/86™ subset of mDC. In contrast, SLE remission cells
(bottom row) expressed both PD-L.1 and CD80/86 in a pattern
similar to that of controls (numbers in each graph represent
the percentage of cells in each quadrant). Results are repre-
sentative of two separate experiments using PBMC from
three healthy controls, two SLE flare and two SLE remission.

FIG. 15 shows PD-L.1 expression on SLE Mo and mDC can
be induced by CD4+ T cells from a healthy donor. CD3+
CD4+ T lymphocytes were isolated from healthy PBMC by
florescence activated cell sorting and added to total PBMC
from an SLE patient with active disease. After one day in
culture, PD-L.1 expression on CD11c+CD14+ Mo and
CD11c+CD14lo mDC was assayed by flow cytometry.

FIG. 16 shows PD-L1 expression is induced in isolated
mDC and Mo to the same extent as in mixed PRMC cultures.
CD11c+ cells were isolated by FACS to >99% then cultured
over night in parallel with unfractionated PBMC from the
same subjects. The numbers represent percent of Mo express-
ing PD-L1.

DETAILED DESCRIPTION OF THE INVENTION

Several embodiments described herein are related to the
identification, amelioration, and/or treatment of a wide vari-
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ety of autoimmune or immune related diseases or disorders
including, for example, multiple sclerosis, Crohn’s disease,
SLE, Alzheimer’s disease, rheumatoid arthritis, psoriatic
arthritis, enterogenic spondyloarthropathies, insulin depen-
dent diabetes mellitus, autoimmune hepatitis, thyroiditis,
transplant rejection and celiac disease.

Some embodiments concern the use of a PD-L1 leukocyte
expression assay to identify the presence, absence, or pro-
gression of an autoimmune disease, for example. More
embodiments relate to the use of a PD-L.1 agonist or ligand to
ameliorate or treat an autoimmune disease. Some embodi-
ments concern methods, wherein a PD-L.1 ligand is provided
to a patient that has been identified as having an autoimmune
disease, such as SLE, and the general health or welfare of the
patient is improved during the course of treatment. Option-
ally, the improvement in said patient is monitored or mea-
sured before, during, or after administration of said PD-L1
ligand using conventional clinical evaluation or observation,
analysis of diagnostic markers for the disease, or by using one
or more of the diagnostic techniques described herein.

Active SLE is associated with failure of antigen presenting
cells to upregulate programmed cell death ligand-1. Antigen
presenting cells (APC) maintain peripheral T cell tolerance in
part via expression of negative costimulatory molecules such
as programmed cell death ligand-1 (PD-L1). APC in periph-
eral blood, including CD14+4/CD11c+ monocytes (Mo) and
CD14-/CD11c+ myeloid dendritic cells (mDC), have been
implicated in the pathogenesis of SLE. Patients with active
disease generally have decreased numbers of Mo in periph-
eral blood mononuclear cells, and their APC generally fails to
upregulate PD-L1 appropriately when cultured ex vivo, as
measured by flow cytometry. APC from healthy individuals
or SLE patients in remission tend to upregulate PD-L.1 sur-
face expression by day one, with peak expression on day two
or three, and declining expression through day six, all in the
absence of exogenously-added stimuli. Therefore, failure of
APC to upregulate PD-L1 correlates with abnormal T lym-
phocyte regulation and loss of peripheral tolerance in SLE.

Programmed death ligand-1 (PD-L 1; also known as
B7-H1/CD274), is a B7 family glycoprotein inducibly
expressed on many hematopoietic and parenchymal cells in
response to inflammatory stimuli. It regulates immune toler-
ance by binding to the programmed death-1 (PD-1) receptor
on lymphocytes, causing suppression of T-effector function,
and permissiveness of regulatory T-cell function. PD-L.1 may
also suppress T-cell activation by signaling through the B7-1
receptor. Although mRNA for PD-L.1 can be found in many
healthy human tissues, baseline protein expression appears to
be limited to cells of monocytic origin. Both myeloid den-
dritic cells (mDC) and monocytes (Mo) express PD-L1 pro-
tein, and anti-PD-L.1 antibody increases the stimulatory
capacity of mature and immature DCs for T-effector cells.
Endogenous or transgene-driven expression of PD-L.1 on
antigenpresenting DCs leads to diminished T-cell reactivity
in vitro and in vivo, as demonstrated in murine models of
autoimmunity. The importance of PD-L1 in self-tolerance has
also been demonstrated in experimental animals in which
blockade or absence of the PD-L.1:PD-1 pathway results in
various forms of autoimmune disease, including a spontane-
ous lupus-like glomerulonephritis in C57BL/6 mice.

The receptor for PD-L.1 is shared by a second ligand,
PD-L2, (B7-DC/CD273), which can also inhibit T-cell acti-
vation, but is less widely expressed and appears to play some
non-redundant roles in self-tolerance. DNA polymorphisms
in the gene for the shared PD-1 receptor have been linked to
SLE susceptibility in some populations of adults and chil-
dren; however, T-cell expression of PD-1 protein has not been
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found to differ significantly between SLE patients and con-
trols. In contrast to the PD-1 gene studies, genetic polymor-
phisms in PD-L1 did not appear to be linked to SLE. How-
ever, both immature mDC and Mo from children with SLE
failed to up-regulate PD-L.1 normally, and this deficiency was
associated with increased disease activity, indicating an
important role for this negative co-stimulator in the pathogen-
esis of SLE.

As discussed above, PD-L.1 on antigen presenting cells
binds to PD-1 on T lymphocytes, and regulates their activity.
Animals without PD-1 develop an autoimmune disease simi-
lar to SLE, with T lymphocytes reacting to self proteins.
Some embodiments relate to the discovery that patients with
active SLE express almost no PD-L1 on their antigen present-
ing cells. The same patients, when their disease is in remis-
sion, express PD-L.1.

Accordingly, some embodiments concern methods to iden-
tify the presence, absence, or progression of an autoimmune
disease, such as SLE, in a subject that has been identified as
having an autoimmune disease or a subject identified as being
at risk for developing an autoimmune disease, wherein the
presence, absence, or amount of PD-L1 in a biological sample
from said subject is analyzed, detected, or determined. In
some embodiments, such assays are performed by staining
peripheral blood lymphocytes obtained from a subject with a
fluorescence-labeled antibody specific for PD-L 1, along with
antibodies to cell surface markers for monocytes and den-
dritic cells (CD11c and CD 14). Optionally, the frequency of
cells expressing PD-L.1 or the amount of PD-1.1 on a subject’s
peripheral blood lymphocytes in the sample is detected using
flow cytometry, ELISA, or other immunological detection
techniques. Thus, some embodiments include methods to
identify the presence, absence, or likelihood to acquire an
autoimmune disease, such as SLE, wherein a molecule that
specifically binds to PD-L1, such as an antibody, binding
partner for PD-L1, or a binding fragment thereof (e.g., an
identifiable ligand for PD-L.1), is contacted with a biological
sample obtained from a patient (e.g., blood) or a component
isolated therefrom (e.g., a peripheral blood lymphocytes) for
a time sufficient to create a PD-L1/binding partner complex
and the presence, absence, or amount of said PD-I.1/antibody
or binding partner complex is measured or detected, which
then indicates the presence, absence, or likelihood to acquire
the autoimmune disease. The assays described above may be
used to assess the efficacy of a treatment regimen or the
progression of a treatment protocol or the progression of an
autoimmune disease. Other embodiments relate to methods
to identify individuals that are at risk for developing an
autoimmune disease, or individuals that are at risk for relapse
of a preexisting autoimmune disease.

The identifiable ligand for PD-L.1 or PD-L1 binding part-
ner may be an antibody (e.g., a monoclonal antibody or a
polyclonal antibody, which may be humanized or modified)
or a fragment of an antibody that binds to a PD-L.1 antigen.
Polyclonal and monoclonal antibodies may be prepared by
conventional techniques. See, for example, Monoclonal Anti-
bodies, Hybridomas: A New Dimension in Biological Analy-
ses, Kennet et al. (eds.), Plenum Press, New York (1980); and
Antibodies: A Laboratory Manual, Harlow and Land (eds.),
Cold Spring Harbor Laboratory Press, Cold Spring Harbor,
N.Y., (1988). Antigen-binding fragments of such antibodies,
which may be produced using conventional techniques, are
also encompassed by the present invention. Examples of such
fragments include, but are not limited to, Fab, F(ab'), and
F(ab"), fragments. Antibody fragments and derivatives pro-
duced by genetic engineering techniques are also provided.
The monoclonal antibodies may be chimeric antibodies, e.g.,
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humanized versions of murine monoclonal antibodies. Such
humanized antibodies may be prepared by known techniques.
In some embodiments, a humanized monoclonal antibody
comprises the variable region of a murine antibody (or just the
antigen binding site thereof) and a constant region derived
from a human antibody. Alternatively, a humanized antibody
fragment may comprise the antigen binding site of a murine
monoclonal antibody and a variable region fragment (lacking
the antigen-binding site) derived from a human antibody.
Procedures for the production of chimeric and further engi-
neered monoclonal antibodies include those described in
Riechmann et al. (Nature 332:323, 1988), Liu et al. (PNAS
84:3439, 1987), Larrick et al. (Bio/Technology 7:934, 1989),
and Winter and Harris (77PS 14:139, May, 1993).

The identifiable PD-L.1 ligand or binding partner for PD-
L1 may also be a peptide or peptidomimetic that binds to
PD-L1. Peptides and peptidomimetics that bind to PD-L.1 can
be identified using computer modeling of the binding regions
of antibodies that interact with PD-L1 and identifying pep-
tides and peptidomimetics with similar structures. Peptides
and peptidomimetics that bind to PD-L 1 can also be identified
by screening detectably labeled PD-L1 against libraries of
peptides and peptidomimetics and determining the presence
of detectably labeled PD-L.1/binding partner complexes.
Alternatively, detectably labeled peptides and peptidomimet-
ics can be screened against PD-1.1 and the presence of detect-
ably labeled binding partner/PD-L.1 complexes can be iden-
tified. Preferably, the ligands for PD-L1 (e.g., an antibody, a
PD-L1 antigen-binding fragment thereof or PD-L.1 ligand) is
detectably labeled. The label may be colorimetric, fluores-
cent, a radioisotope, or a metal.

More embodiments relate to the use of PD-L1 or a nucleic
acid encoding PD-L1 as a therapeutic to regulate T lympho-
cytes in patients suffering from an autoimmune disease, such
as SLE. In some embodiments, for example, PD-L1 is pro-
vided to or administered to a patient that has been identified as
having an autoimmune disease, such as SLE, and the pres-
ence, absence, or progression of the autoimmune disease or a
marker thereof is measured or detected using clinical evalu-
ation or diagnostic assay. In more embodiments, a nucleic
acid encoding PD-L1 (e.g., DNA or RNA), preferably a
nucleic acid that has been codon optimized for expression in
humans is provided or administered to a patient that has been
identified as having an autoimmune disease, such as SLE, and
the presence, absence, or progression of the autoimmune
disease or a marker thereof is measured or detected using
clinical evaluation or diagnostic assay.

Some additional embodiments relate to methods of induc-
ing or increasing PD-L.1 expression in patients. In some
embodiments, for example, caspase inhibitors can be admin-
istered to a patient with autoimmune disease in order to
induce or increase PD-L.1 expression in the patient, thereby
treating or preventing the autoimmune disease or ameliorat-
ing the symptoms of the autoimmune disease. Such induce-
ment or increase can be achieved by administering to the
patient an amount of at least one caspase inhibitor in an
amount sufficient to induce or cause an increase in the expres-
sion of PD-L.1 by a patient’s cells. In some embodiments, the
caspase inhibitors can be combined with one or more thera-
peutic capable of treating or preventing the autoimmune dis-
ease or ameliorating the symptoms of the autoimmune dis-
ease. In certain embodiments, the caspase inhibitors can be
specific caspase inhibitors, pan caspase inhibitors, poly-
caspase inhibitors or a combination thereof. In some embodi-
ments, the caspase inhibitors are, for example, at least one of
Z-WEHD-fink, Z-VDVAD-fmk, Z-DEVD-fink, Z-YVAD-
fmk, Z-VEID-fink, Z-IETD-fmk Z-LEHD-fink, Z-AEVD-
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fmk, Z-LEED-fmk, Z-VAD-fmk and OPH. However, the cur-
rent embodiments are not limited to such examples and
encompass any pharmaceutically acceptable caspase inhibi-
tor.

More embodiments relate to methods of inducing or
increasing PD-L.1 expression by the cells of a patient by
removing cells from the patient and exposing the cells to at
least one caspase inhibitor ex vivo in order to induce or
increase the expression of PD-L1 on the cells, washing the
cells and then administering the cells to a patient.

In some embodiments, an additional therapeutic can be
combined with at least one caspase inhibitor that is either
administered to the patient in vivo or exposed to cells of the
patient ex vivo to induce or increase PD-L.1 expression by the
cells. Examples of such additional therapeutics include thera-
peutics targeting HLA molecules, CD18, CD2, CD4, CD28,
Fc-gamma 3 receptor, Fc gamma receptor 2a, CTLA4, or
TGF-b.

Example 1

PD-L1 Protein Levels Downmodulated in Control
Mo Using Specific siRNA

In this model, siRNA technology was used to diminish
mRNA for PD-L1. Normal PBMC were obtained from
healthy volunteers and frozen in liquid nitrogen. At the time
of experiments, cells were thawed, washed, and diluted to
1-2x10° cells/ml in culture medium consisting of RPMI 1640
supplemented with L-glutamine (CellGro), 10% heat-inacti-
vated A/B human serum, 1% penicillin/streptomycin (Cell-
Gro), and 0.1% beta-mercaptoethanol. Cells were plated in
round-bottom 96-well plates (Corning Costar) and incubated
at37° C. in a humidified cell chamber with 5% CO,. After a
four-hour rest period, total PBMC were incubated with Mo
nucleofection buffer (Amaxa) plus specific anti-human PD-
L1 siRNA or control siRNA (se-39699, Santa Cruz Biotech-
nology, Inc.) and nucleofected as per the manufacturer’s pro-
tocol (Amaxa).

PBMC were returned to the incubator and cell surface
PD-L1 levels determined by flow cytometry 24 hours later.
Cells were surface-stained using various fluorochrome- or
biotin-conjugated monoclonal antibodies, including: anti-
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CD3, anti-PD-L.1 (eBioscience), anti-CD 1lc, and anti-
CD14, (Pharmingen/BD Biosciences), with isotype-
matched, fluorochrome-/biotin-labeled irrelevant
monoclonal antibodies as controls. Some cells were cultured
for longer time periods to assay the level of intracellular
proteins (cytokines and Foxp3). To determine intracellular
caspase activity, selected cultures were incubated with a cell-
permeant fluorochrome-derivative of the appropriate caspase
inhibitor for each caspase under investigation.

Prior to staining for intracellular cytokines, cells were
restimulated for four hours with 1 ug/ml phorbol myristate
acetate (PMA) plus 14 uM ionomycin, in the presence of
GolgiStop (BD Biosciences) to prevent cytokine secretion.
Cells were permeabilized with the appropriate proprietary
buffers according to the manufacturer’s protocols (BD Bio-
sciences, eBioscience, or Biolegend), and intracellular
cytokine production was assayed using fluorochrome-conju-
gated monoclonal antibodies to interferon-gamma (IFN-y),
tumor necrosis factor-alpha (TNF-a), and interleukin-17 (IL-
17) (Pharmingen/BD Biosciences). Prior to staining for
Foxp3 (BiolLegend), cells were permeabilized, but not
restimulated. All samples were blocked using 0.5% human
serum and anti-FcR antibody (Miltenyi) during staining.
Dead cells were excluded from the analysis using a dead cell
marker dye. After staining, PBMC were fixed using 2%
paraformaldehyde in PBS after preliminary experiments indi-
cated no effect of cell fixation on expression levels of PD-L.1
or other surface markers. Flow cytometry was performed
using an LLSR II cytometer (Becton Dickinson), and the data
were analyzed using FlowJo software (Macintosh Version
6.3). Mo and immature myeloid DC (mDC) were identified
using surface markers characteristic of each cell type. Results
were compared between populations using Student’s t-test,
and significance assigned where p<0.05.

In the siRNA studies it was confirmed that the distribution
of leukocyte subtypes in PBMC were not altered by this
experimental manipulation (Table I), and that the number of
cells expressing PD-L.1 also remained unchanged in these
cultures (Table IT). However, expression of PD-L 1 protein on
Mo and mDC was reduced by 24 hours (Table III), while the
levels PD-L1 of on other PBMC subsets remained
unchanged.

TABLE I

Leukocyte subsets in nucleofected PBMC from two healthy controls.

Ancestry

Subset Value % Live % CD14+ % CDlc+ % CDlle+ % CD3+
Type For of Lymphs  of Live of Live of Live of Live
Mbr No Stain Control 99 0 0.02 0.03 0
Mbr IgG Contral Control 90 1.3 39 29 58
NOP511(2) d1 PDL1 73 4.2 2.7 25 52
High Control siRNA

NOP511(2) d1 PDL1 76 5.4 3.2 29 54
Low PDL1 siRNA

NOP511(2) d1 PDL1 74 5.5 35 33 54
High PDL1 siRNA

NOP505A(2) d1 PDL1 66 1.3 2.3 27 59
High Control siRNA

NOP505A(2) d1 PDL1 69 2.3 33 27 56
Low PDL1 siRNA

NOP505A(2) d1 PDL1 63 1.3 34 29 56
High PDL1 siRNA

NOP505A(2) d1 PDL1 75 2.5 2.7 27 57

GFP vector no zap
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PBMC from two healthy individuals were subjected to
nucleofection using control siRNA or two different concen-
trations of PD-L1 siRNA and results compared with those in
normucleofected control cultures to confirm that specific leu-
kocyte subsets were not preferentially destroyed by this
manipulation. Numbers represent percent of each cell type
remaining in culture at the end of day one.

TABLE II

14
one. Symbols represent **p<5x10~>, *p<0.033, and *p<Sx
107,

In order to allow interaction of APC with autologous T
cells, a culture of each PBMC sample was incubated for
another four days. At the end of this time, PBMC were
assessed for intracellular cytokine production in T lympho-

Percent of each leukocyte subset expressing PD-L1 after nucleofection.

Ancestry

Subset Value % PDL1+ % PDL1+ %PDL1+ %PDL1+ % PDLI1+
Type For of Live  of CD14+ ofCDlc+ ofCDllc+ of CD3+
Mbr No Stain Control 0 * 0 0 *
Mbr IgG Control Control 0.8 0.4 1.7 26 0.8
NOP511(2) d1 PDL1 7.2 97 8.7 15 4
High Control siRNA

NOP511(2) d1 PDL1 6.7 91 7.5 16 2.1
Low PDL1 siRNA

NOP511(2) d1 PDL1 7.2 91 7.8 17 2.7
High PDL1 siRNA

NOP505A(2) d1 PDL1 3.2 75 7.6 7.3 2.2
High Control siRNA

NOP505A(2) d1 PDL1 3.7 64 2.7 8.9 2.4
Low PDL1 siRNA

NOP505A(2) d1 PDL1 5.1 67 7.2 11 4.6
High PDL1 siRNA

NOP505A(2) d1 PDL1 3 61 9 8.1 1.9

GFP vector no zap

PBMC from two healthy individuals were subjected to 30 cytes as well as for expression levels of the regulatory T cell

nucleofection using control siRNA or two different concen-
trations of PD-L1 siRNA and results compared with those in
normucleofected control cultures to confirm that the percent
of cells in each specific leukocyte subset was not altered by

marker, Foxp3. Although Mo treated with siRNA expressed
significantly lower amounts of surface PD-L.1, production of
IFN-y, TNF-c, and IL-17, and the level of intracellular Foxp3
expression remained unchanged in T cells. The T cells exam-

this manipulation. Numbers represent percent of each cell 33 ined in these studies were autologous cells, incubated and
type expressing PD-L.1 in culture at the end of day one. treated concurrently with the APC, thus (1) limiting the num-
TABLE III
PD-L1 expression in nucleofected leukocyte subsets.

Ancestry
Subset Value PDL%MF1 PDL1MFl  PDLIMFl PDLI1 MFI1
Type For of CD14+ of CDlc+ of CD11c+ of CD3+
Mbr No Stain Control * 298 113 *
Mbr IgG Control Control 151 240 325 172
NOP511(2) d1 PDL1 13578 775 2398 557
High Control siRNA
NOP511(2) d1 PDL1 7699 621 1741 410
Low PDL1 siRNA
NOP511(2) d1 PDL1 7013 690 1608 299
High PDL1 siRNA
NOP505A(2) d1 PDL1 5405 635 864 322
High Control siRNA
NOP505A(2) d1 PDL1 3108 255 599 332
Low PDL1 siRNA
NOP505A(2) d1 PDL1 3512 420 675 434
High PDL1 siRNA
NOP505A(2) d1 PDL1 3582 535 640 308
GFP vector no zap

PBMC from two healthy individuals were subjected to , berand magnitude of the T lymphocyte response as compared

nucleofection using control siRNA or two different concen-
trations of PD-L1 siRNA and results were compared with
those in normucleofected control cultures to confirm that
PD-L1 was specifically downmodulated in CD14+Mo and
mDC, while other cell types were unaffected. Numbers rep-
resent mean fluorescence intensity (MFI) of PD-L1 in of each
cell type under various treatment conditions at the end of day

65

to an allogeneic reaction, and (2) allowing the possibility that
T cells in these cultures may have been affected by the nucleo-
fection process itself, even though preliminary studies gave
no indication of adverse effects on T cell survival or function.
These experiments showed that the distribution of leukocyte
subtypes in PBMC were not altered by this experimental
manipulation (Table I), and that that the number of cells
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expressing PD-L.1 also remained unchanged in these cultures
(Table II). Neither of these parameters was altered, however,
expression of PD-L1 protein on Mo and mDC were reduced
by 24 hours (Table III and FIG. 1), while the levels PD-L.1 of
on other PBMC subsets remained unchanged.

Example 2

PD-L1 Protein Levels were Increased in APC by
Inhibition of Caspase Activity

PBMC were cultured as above and a duplicate well of each
sample treated with 50 uM OPH. PD-L1 upregulationon APC
was confirmed in these cultures, and an aliquot of each
sample was incubated further in order to allow interaction of
APC with autologous T cells in culture. Three days later, the
cells were fixed and permeabilized, and the T lymphocytes
were assayed for intracellular expression of the regulatory T
cell protein, Foxp3.

It was found that OPH increased PD-L1 expression on the
surface of both Mo and mDC at day one. Identification of
endogenous Treg in the PBMC cultures using Foxp3 protein
revealed not only fewer Treg in lupus PBMC, but also less
Foxp3 protein per cell, indicating that development and/or
survival of Treg was abnormal in SLE. Although cultures
treated with OPH expressed significantly higher amounts of
PD-L1 on the surface of APC, the level of Foxp3 expression
in both healthy control and SLE cultures remained
unchanged, both with respect to Foxp3 MFI and to the num-
ber of CD4" cells expressing Foxp3. These experiments
showed that diminished PD-L1 levels on lupus APC directly
affect Treg development.

Example 3

PD-L1 Signaling was Inhibited Using Anti-PD-1
Antibodies

Soluble anti-PD-1 antibody was utilized to block PD-L.1
signaling in autologous PBMC cultures, and the effect on T
cell cytokine production was evaluated after five days of
incubation. It was found that soluble anti-PD-1 antibody at
this concentration did not significantly affect intracellular
production of IFN-y, TNF-c, or IL-17in T cells (see FIG. 8),
but this may have also been due in part to the fact that the T
cells were minimally stimulated, as they were responding to
autologous APC. These experiments did demonstrate the
ability to detect small changes in T lymphocyte cytokine
production among total PBMC. PBMC from eight healthy
individuals were incubated with autologous APC in the pres-
ence of soluble control IgG or anti-PD-1 antibody to assess
the effect of blocking PD-L.1 signaling on T cell cytokine
production. After five days, CD4 and CD8 T cells were iden-
tified and assayed for the presence or absence of intracellular
cytokines. These experiments showed that soluble anti-PD-1
antibody at this concentration did not significantly affect
intracellular production of IFN-y, TNF-a, or IL-17 in T cells.

Example 4

Caspase Activity Levels were Measured in APC
from Children with and without SLE

Cells were cultured as above, and PBMC were stained with
Annexin V and propidium iodide (PI) (both from Becton
Dickinson) to identify both dead and dying cells. After apo-
ptotic cells were omitted from our analyses, the intracellular
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levels of caspases in living leukocytes were quantitated using
fluorochrome derivatives of known caspase inhibitors which
only bind at the active site (Immunochemistry Technologies,
Inc.), thus revealing both caspase identity and activity level
simultaneously in each individual cell. Using PBMC from
five controls and two children with SLE, the mean fluores-
cence intensity (MFI) for each active caspase was measured,
and results between controls and SLE compared using a
2-tailed t-test. Significance was assigned where p<0.05.

Surprisingly, for all of the eight caspases tested, it was
found that enzyme activity levels in non-apoptotic cells
exhibited the pattern: Mo>mDC>other PBMC, indicating an
important role for caspases in normal Mo function (see FIG.
9). However, when comparing control Mo to SLE Mo, it was
found that among individual caspases tested, only the activity
of caspase-13 was significantly different between the two
groups. The activity levels of caspases 1, 2, and 9 also
appeared to be higher among SLE Mo. These experiments
showed the baseline expression of caspases and their activity,
level in human cells.

Example 5

Individual Caspases were Inhibited and APC Tested
for Expression of PD-L.1

This study examined the direct contribution of each
caspaseto the regulation of PD-L.1 expression in vitro. Amino
acids 70-180 of PD-L1 are shown in FIG. 10, with potential
caspase cleavage sites marked by the four arrows. Caspase
numbers are listed above each site in order of likelihood of
cleavage.

In order to determine which caspase (or caspases) is
responsible for downmodulation of PD-L1 during active
lupus, the effects of specific caspase inhibitors on PD-L1
expression in human APC were tested (Table IV). Control and
SLE PBMC were incubated for one day in the presence of the
individual caspase inhibitors at doses ranging from 10 uM to
50 uM (R&D Systems), with the appropriate level of DMSO
as the carrier control (0.5% final concentration). Treated cells
were assayed for cell death and apoptosis using Annexin V
and PI (example shown in FIG. 4), as well as stained for
cell-surface expression of PD-L.1 on APC.

TABLE IV

Specific caspase inhibitors and their targets.

Inhibitor Caspase target
Z-WEHD-fink 1
Z-VDVAD-fink 2
Z-DEVD-fink 3 (and 7)
Z-YVAD-fimk 4
Z-VEID-fimk 6
Z-IETD-fink 8
Z-LEHD-fink 9
Z-AEVD-fink 10
Z-LEED-fmk 13

Z-VAD-fink or OPH Polycaspase inhibitor

The inhibitors enter living cells and bind irreversibly at the
caspase active sites, preventing further proteolytic activity by
the enzyme. After incubation with caspase inhibitors, PBMC
were gated by forward and side scatter and analyzed for
percent cell death and apoptosis using Annexin V and PI (see
FIG. 10). It was found that treatment of PBMC with the
specific caspase inhibitors was less potent for reducing cell
death and apoptosis than the poly-caspase inhibitors, OPH



US 9,168,296 B2

17

and Z-VAD-fimk. It was also found that treatment of PBMC
with low doses of the caspase-specific inhibitors (10-25 uM)
did not affect PD-L1 expression by APC. However, higher
doses of some caspase-specific inhibitors (50 uM), did alter
PD-L1 levels, both in Mo and mDC (example shown in FIG.
11). Normal PBMC were incubated in medium with or with-
out various caspase inhibitors, and PD-L.1 protein levels
assessed at day one. This graph shows the PD-L.1 quantitation
results for one set of control mDC treated with various inhibi-
tors. Notably, using Method 1 above, it was observed that an
elevation of active caspases 1, 2, 9, and 13 in SLE cells, with
statistical significance demonstrated for caspase 13. In this set
of experiments to determine the effect of these caspases on
PD-L1 expression, we found that caspase-13 seemed to figure
prominently in PD-L1 regulation (see Chart 6, under
Z-LEED-fmk), confirming the usefulness of this multifaceted
approach. Although the caspase-3 inhibitor (Z-DEVD-fmk)
also greatly increased PD-L1 levels, caspase-3 acts as a mas-
ter regulator of the caspase cascade and therefore it is not yet
clear whether this enzyme acts directly on PD-L1 or via
another caspase. Accordingly, these experiments demonstrate
the direct contribution of each caspase to the regulation of
PD-L1 expression in vitro.

Example 6

Downregulation of PD-L1 Protein Expression in
Normal Mo by Induction of Apoptosis

Healthy human PBMC were cultured and half of each
sample were exposed to pro-apoptotic conditions—in this
case, to withdrawal of serum from the culture medium. After
24 hours, cells were surface stained as above to identify Mo
and to measure PD-L1 protein expression. It was found that
among normal PBMC cultured in the absence of serum, PD-
LI protein levels dropped dramatically by 24 hours, as did the
number of Mo expressing PD-L.1 (Chart 7). The average
PD-L1 MFI on Mo was reduced by more than half, while the
percent of Mo expressing this negative costimulator dropped
by one third. This PD-L.1 profile observed in the context of
serum withdrawal was remarkably similar to that obtained
using cells from patients with active SLE, indicating that the
loss of PD-L.1 in lupus APC is indeed due to heightened
caspase activity in these cells.

The effect of various caspase inhibitors on PD-L.1 expres-
sion in normal APC was also tested, as healthy cells can be
made “lupus-like” by subjecting them to pro-apoptotic con-
ditions (see FIG. 12). Normal PBMC were cultured in stan-
dard medium containing serum (mcd), medium without
serum (serum-) to increase apoptosis, or in medium contain-
ing 50 uM of poly-caspase inhibitor (OPH) to decrease apo-
ptosis. This system was used to test the effects of other pro-
apoptotic conditions on caspase activation and PD-L1
expression, to determine if different apoptotic signals regu-
late PD-L1 differently. Such conditions include: UV irradia-
tion, Fas:FasL. signaling, and heat shock, as well as testing the
direct eftects of SLE serum on APC, as it has very recently
been demonstrated that incubation of healthy leukocytes with
lupus serum induces “classical” caspase-dependent apopto-
sis. These experiments provided evidence that the upregula-
tion of caspase activity in normal cells should also lead to the
downmodulation of PD-L1.
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Example 7

Direct Cleavage of Human PD-L1 Protein In Vitro

As shown above, there exist significant differences in
caspase activity between control and SLE APC, as well the
PD-L1-enhancing effects of polycaspase inhibitors on human
PBMC. These findings indicate that PD-L.1 is directly cleaved
by one or more active caspases.

Purified PD-L.1 and control protein targets are incubated
with individual caspases in the appropriate buffers under the
conditions specified by the manufacturer. The resultant pep-
tide products are fractionated by SDS-PAGE. Protein frag-
ments are identified by size and gel-purified for further iden-
tification. Any molecules of interest are sequenced to confirm
or refute potential PD-L.1 caspase cleavage sites. Caspases of
interest identified in these experiments are combined with
other caspases in PD-L1 cleavage experiments, to determine
whether a sequential or concurrent proteolysis of PD-L.1 may
occur during downmodulation of PD-L.1 in living cells. We
found that several caspases are capable of cleaving PD-L.1 in
vitro.

Example 8

Elevated Caspase Activity Inhibits Programmed Cell
Death Ligand-1 Expression in Human Leukocytes
and is Associated with Active SLE

As discussed above, APC from patients with active SLE are
deficient in PD-L1, but regain the ability to express this pro-
tein during disease remissions. Using flow cytometric analy-
sis, the levels of endogenous caspase activity were measured
in live APC from children with and without active SLE, and
the effect of caspase inhibitors on expression of PD-L.1 was
tested.

Active SLE was associated with excessive leukocyte apo-
ptosis, which was inversely correlated with PD-L.1 protein
levels on APC. Treatment with caspase inhibitors not only
reduced leukocyte apoptosis, but also significantly increased
expression of PD-L.1 on both Mo and mDC. Although PD-L.1
levels were elevated by caspase inhibitors, protein expression
of CD80/86 was not increased, suggesting an overall decrease
in the positive costimulatory capacity of these cells. Caspase
inhibitors also increased PD-L1 levels on control and remis-
sion APC, suggesting a normal role for these proteases in
regulation of this negative costimulatory molecule, and indi-
cating that PD-L.1 or its upstream signaling pathways are
direct targets of caspases. This indicates that excessive leu-
kocyte caspase activity in active SLE is linked to decreased
PD-L1 protein expression on professional APC.

Example 9

Peripheral venous blood from volunteers was collected
into heparin- or citrate-containing tubes (Vacutainer, Becton
Dickinson) after informed consent was obtained. Clinical and
laboratory data were collected for each sample at the time of
blood draw (Table V).
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TABLEV
Weekly
SLE Ageat Disease Low C3 Lymphopenia Daily Daily oral  oral
Subject draw  duration &/or C4 at SLE V. V. Daily oral  oral pred MTX
# Gender (years) (years) atdraw draw status® steroids®  cyclophosphamide ~ MMF (mg) HCQ (mg) (mg)
1 F 15.5 >54 na - stable — — — + — —
2 F 12.5 <1 - - stable 2 mo prior — — + 20 —
3 F 15.9 <1 + - stable — — — - =10 —
4 F 18.7 1-3 + - stable 3 mo prior 3 mo prior — + — —
5 F 7.7 <1 na - stable — — — + 60 —
8.1 1-3 - - stable 1 mo prior — 1000 + 15 —
6 F 16.1 3-5 na na stable — — — + =10 —
17.3 >5 - - stable — — — - — —
7 F 13.1 1-3 - + flare — — — + =10 —
154 3-5 - + stable >12 mo — >6 mo prior + =10 —
prior
8 F 15.7 3-5 + - flare — — — + — 15
17.5 >5 - - stable — — — + — 20
9 F 16.0 1-3 + + flare — — — + =10 25
18.9 3-5 - + stable — — — + =10 2.5
21.2 >5 + - stable — — — + =10 —
10 F 10.7 <1 + - stable — — — + — —
11.6 1-3 + - flare — — — + — —
11 F 11.2 <1 + + flare 1 mo prior 1 mo prior — + 30 —
12 F 12.1 <1 + + flare — — — + =10 —
13 M 15.0 1-3 - - flare — — — + =10 15
14 F 15.6 >5 + + flare — — — + =10 —
15 F 17.2 1-3 + + flare — — — + 20 —
16 F 6.4 1-3 + - flare — — — - — —
17 F 9.9 <1 + - flare — — — - — —
18 F 15.4 <1 na - flare — — — - — —
19 F 16.6 <1 na - flare — — — - — —
30

PBMC were isolated by density centrifugation over a Ficoll-
Paque gradient (Amersham), frozen in heat-inactivated AB
human serum (Valley Biomedical) with 7% DMSO (Sigma),
and stored in liquid nitrogen until use. In preliminary studies,
PBMC samples were split into frozen and fresh aliquots and
tested to confirm a lack of eftect of freeze-thaw on our experi-
mental outcomes.

PBMC were thawed, washed, and diluted to 1-2x10° cells/
ml in culture medium consisting of RPMI 1640 with
L-glutamine (CellGro), 10% heat-inactivated NB human
serum (Valley Biomedical), 1% penicillin/streptomycin
(CellGro), and 0.1% beta-mercaptoethanol. Cells were plated
in round-bottom 96-well plates (Coming Costar) and incu-
bated at 37° C. in a humidified cell chamber with 5% CO2.
Some wells were treated with pan-/poly-caspase inhibitors at
the time of plating: 50 uM Q-Val-Asp-(non-o-methylated)-
OPh (OPH) or Z-Val-Ala-Asp-(beta-o-methyl)-fluororom-
ethylketone (Z-VAD) (both from R&D Systems), or DMSO
as the carrier control (0.5% final concentration).

At the timepoints indicated, cells were surface-stained
using fluorochrome- or biotin-conjugated monoclonal anti-
bodies: anti-CDl1c, (Miltenyi), anti-CD3, anti-PD-L1 (eBio-
science), anti-CD11b, anti-CD11¢, anti-CD14, anti-CD-86,
anti-PD-L.2 (Pharmingen/BD Biosciences), anti-CD45RO,
anti-CD80, anti-CD83, and/or anti-HLA-DR (BioLegend),
with isotype-matched, fluorochrome/biotin-labeled irrel-
evant monoclonal antibodies as controls. All samples were
blocked using 0.5% human serum and anti-FeR antibody
(Miltenyi) during staining. Cells were fixed using 2%
paraformaldehyde in PBS after preliminary experiments indi-
cated no effect of cell fixation on expression levels of PD-L.1
and other surface markers. To assess apoptosis, some cultures
were stained in parallel with Annexin V and propidium iodide
(PD) (both from Becton Dickinson) as per the manufacturer’s
instructions. Flow cytometry was performed using a FACS-
Calibur or LSR 1I cytometer (Becton Dickinson), and data
were analyzed using FlowJo software (Macintosh Version
6.3).
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Populations were compared using a 2-tailed t-test, and
significance assigned where p<0.05. A total of 26 PBMC
samples were collected from 19 SLE patients ranging in age
from 6-21 years old (mean=14.3+/-3.7); 13 of these samples
were obtained from patients with active (recurrent or newly
diagnosed) SLE and designated “flare” samples; 13 were
obtained from patients with inactive SLE and designated
“remission” samples; (Table 1). Control PBMC were
obtained from 17 healthy volunteers ranging in age from 6-23
years old (mean=16.5+/-5.3); age was not significantly dif-
ferent between the SLE and control groups. Female subjects
comprised 18/19 of the SLE patients and 14/17 of the con-
trols.

After one day of culture in the absence of exogenously
added stimuli, PD-L.1 was expressed on a proportion of CD3~
cells from healthy subjects, but there was near-complete
absence of PD-L.1 on PBMC from patients with active SLE
(FIG.1A). CD3™ PBMC from patients in lupus remission had
regained the ability to express PD-L.1.

To further characterize these CD3™ PD-L1+ cells, levels of
several APC surface markers in control PBMC were and it
was found that the PD-L1+ cells were of myeloid lineage by
staining for CD14 (FIG. 1B). These CD14” and CD14"
populations expressed CD11c, CDIIb, CD45RO, and HLA-
DR, and corresponded to CD 1c*~ CD80/CD86™ mDC and
CDlc™ CD80/CD86” Mo populations, respectively, demon-
strating that PD-1.1 was primarily expressed on professional
APC (FIG. 1C). Similar to prior findings there was not found
a significant amount of CD83 on these cells, supporting the
idea that the mOC in these cultures were phenotypically
immature. APC profiles in PBMC from patients in SLE flare
or remission were similar to those of controls.

To assess levels of PD-L1 on immature mOC and Mo,
PBMC were cultured as above and APC identified by double-
staining for CD11c and CD14 (FIG. 2A). In comparison to
APC from healthy controls, it was found that both immature
mOC and Mo from children with active SLE failed to upregu-
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late PD-L1, while APC from children in lupus remission
expressed normal or increased amounts of this negative
costimulator (FIG. 2A). These findings were reproducible
using immature mDC and Mo from multiple individuals
(FIG. 2B). Compared to control APC, mean PD-L.1 expres-
sion was more than three-fold lower in immature mOC and
Mo from children in SLE flare, but nearly two-fold higher in
Mo from children in SLE remission, indicating that this nega-
tive costimulator may play a role in inhibiting the autoreactive
immune response. In support of this concept, serial samples
drawn from four patients at different times revealed inverse
correlation of PD-L1 expression with SLE disease activity
(FIG. 2C), with lower levels during lupus flares and higher
levels during remissions. Not only were PD-L1 levels signifi-
cantly lower in SLE flare, but these PBMC also had a lower
percentage of APC expressing PD-L1. Two- to three-fold
fewer mDC and nearly half as many Mo were PD-L.1* in SLE
flare samples as compared to APC from healthy controls and
patients in SLE remission (FIG. 2D).

To rule out the possibility that APe from patients with
active SLE were merely delayed in upregulation of PD-L.1,
expression of this protein was measured over a five-day time
period (FIG. 3). Normal APC expressed little PD-L1 at ini-
tiation of culture, but levels rapidly increased over time, with
peak PD-L1 expression in both mDC and Mo by day three
(FIGS. 3A and 3C). These findings are in agreement with
previous work which showed that purified normal human Mo
expressed very little PD-1 or PD-1.2 upon initial isolation, but
spontaneously upregulated PD-L1 after 24 h of culture. As
was observed in short-term cultures, it was found that APC
from patients in SLE remission expressed PD-L.1 at or above
normal levels; the kinetics of PD-L1 induction in these cells
were similar to those of control cells (FIGS. 3A and 3C). In
contrast to control APC, immature mDC and Mo from chil-
dren with active SLE expressed abnormally low levels of
PD-L1 throughout the timecourse, refuting the idea that the
low PD-L1 observed in day one cultures was merely due to
delayed expression.

Although mean PD-L1 expression was consistently lower
in active SLE throughout the timecourse, this was not merely
dueto alower proportion of APC expressing PD-L.1. The total
number of mDC and Mo was quantified at each timepoint, as
were the number of cells expressing PD-L.1, and it was found
that the total numbers of mDC and Mo were not significantly
different between samples over time (FIGS. 3B and D). In
active SLE, slightly fewer mDC expressed PD-L1 over the
entire culture period (FIG. 3B), but the proportion of Mo
expressing PD-1.1 was similar to that of controls after day one
(FIG. 3D).

The finding that immature mDC and Mo failed to upregu-
late PD-L1 in active SLE has significant implications for
pathologic conversion of APC to an immunogenic state.
Immature mDC ingest apoptotic bodies and cross-present
Ags to cytotoxic T cells and lack of P-1 signaling in vivo
results in DC-mediated CD8" T cell priming rather than tol-
erization. Therefore, in the absence of PD-L.1, autoantigen
presentation by lupus mDC may result in T cell activation,
rather than tolerogenesis.

In addition to implications for augmented T effector activ-
ity, PD-L1 deficiency may also lead to abnormal T regulatory
cell (Treg) function and/or development. Prior work revealed
that PD-L.1 was necessary for the suppressive activity of
classic CD4*CD25" Treg in an animal model of GVHD, and
that costimulation of naive CD4* T cells with an anti-CD3
antibody plus PD-L1-Ig fusion protein resulted in formation
of Trl regulatory cells.
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It was observed that PBMC from children in SLE flare had
the highest level of apoptosis (FIG. 4A), and in all cultures,
apoptosis was reduced by the addition of OPH, a potent
pan-caspase inhibitor (FIG. 4B). It was found that OPH also
significantly increased PD-L1 expression in Mo of all three
groups compared to untreated (FIG. 4C), and doubled the
mean percentage of Mo expressing PD-L1 in SLE flare (from
45% t0 97%). With respect to immature mDC, OPH increased
PD-L1 expression in all three groups two- to three-fold
(p<0.02), and more than doubled the mean percentage of
mDC expressing PD-L1 in all three groups (P<0.013). This
concentration of OPH was not sufficient to completely nor-
malize the excessive apoptosis (FIG. 4B) nor the deficient Mo
PD-L1 expression in SLE flare (FIG. 4C), revealing an
inverse correlation between apoptosis and PD-L1 (FIG. 4D).
This reciprocal relationship between caspase activity and Mo
PD-L1 expression also held true for all PBMC treated with
another caspase inhibitor (Z-VAD).

APC was examined for expression of CD80 and CD86 in
the presence and absence of OPH to determine the potential
consequences of decreased PD-L.1 in active SLE. In PBMC
from healthy controls, CD80/86+ APC were clearly PD-L.1*
in the absence of exogenous stimuli, and upregulated PD-L.1
further after treatment with OPH (FIG. 7). In contrast,
untreated APC from children with active lupus were mark-
edly PD-L1-deficient without any apparent deficiency in
expression of CD80/86; suggesting a high level of positive
costimulatory capacity in these cells. In the presence of OPH,
PD-L1 levels in SLE flare APC approached those of untreated
control cells (FIG. 7), indicating that the abnormal balance of
costimulatory signaling in lupus APC could be ameliorated
by inhibition of caspases.

Insults which promote apoptosis, such as drugs, infection,
or UV irradiation, may inhibit APC from expressing PD-L.1
due to activation of caspases. PD-L1-deficient APC could
then play a role in triggering lupus-like symptoms by present-
ing apoptosis-related antigens in an inflammatory context,
providing a final common pathway for breakdown of periph-
eral tolerance in SLE. Pristane, which causes a lupus-like
syndrome when injected into normal mice, and chlorprom-
azine, which causes a lupus-like syndrome in humans, acti-
vate caspases and trigger apoptosis in leukocytes. Infliximab,
which can cause a lupus-like syndrome in susceptible indi-
viduals, was recently shown to promote caspase activation
and apoptosis in human macrophages. The above experi-
ments showed that the failure of APC to upregulate PD-L.1
contributes to abnormal T lymphocyte regulation and loss of
peripheral tolerance in SLE.

Example 10

Paediatric donors with and without SLE were recruited
under a research protocol. Peripheral venous blood was col-
lected into heparin- or citrate-containing tubes (Vacutainer,
Becton Dickinson, N.J., USA) after written informed consent
was obtained from the child and/or parent/guardian. Blood
samples were centrifuged and plasma aliquots. Peripheral
blood mononuclear cells (PBMC) were isolated by density
centrifugation over a Ficoll-Paque gradient (Amersham,
Uppsala, Sweden), frozen in heat-inactivated A/B human
serum (Valley Biomedical, Winchester, Mass., USA) with 7%
DMSO (Sigma, St. Louis, Mo., USA), and stored in liquid
nitrogen until use. In preliminary experiments, PBMC
samples from four unique donors were split into frozen and
fresh aliquots, and evaluated by flow cytometry to confirm, a
lack of effect of freeze-thaw on expression levels of PD-L.1
P=0.7).
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Clinical and laboratory data were collected for each indi-
vidual, and all but one of the lupus patients fulfilled the
current ACR classification criteria for SLE. As this was a
retrospective study, the European Consensus Lupus Activity
Measurement (ECLAM) was calculated for all patient
samples where information was available (n=24); ECLAM
scores ranged from 0 to 6.5, with a mean+S.D. 0f 2.5£2.0. As
no patient had documentation of seizures, psychosis, cere-
brovascular accident, cranial nerve disorder, visual distur-
bance, myositis, pleurisy, pericarditis, intestinal vasculitis or
peritonitis at the time of blood draw, we used a modified
scoring system to group patients with respect to disease activ-
ity, consisting of these remaining categories: mucocutaneous
disease (rash, alopecia, mucosal ulcers and finger nodules),
arthritis, haematuria, thrombocytopenia and hypocomple-
mentaemia. In addition, we used lymphopenia, rather than
leucopenia, as a sensitive measure of active paediatric SLE.
Several samples were chosen at random and also assayed for
PBMC apoptosis and/or plasma levels of IFN-c, as these
markers are strongly linked to SLE disease activity. PBMC
apoptosis was considered to be abnormally high if outside the
bounds of the 99.95% CI of control cells (PBMC from seven
healthy children tested, data not shown) and plasma IFN-a
levels were considered to be abnormal if =5 times the upper
limit of normal (six healthy children tested).

As the clinical assessments were gleaned from chart notes
written by a panel of different physicians, the objective labo-
ratory data were weighted more heavily in the final determi-
nation, with each abnormal laboratory value assigned 2
points, and each abnormal clinical finding assigned 1 point. A
total disease activity score of =4 points was felt to represent
active disease, and called ‘flare’, while a score of <4 was felt
to represent inactive disease, and called ‘remission’. This
modified scoring system has the limitation that it has not been
formally validated; however, there are no validated disease
activity scoring systems for paediatric SLE. Moreover, when
this modified scale was used to categorize patients into flare
and remission groups, the mean ECLAM scores and anti-
dsDNA antibody levels were found to be significantly difter-
ent between the two groups (Table I), suggesting the potential
utility of this approach.

PBMC were thawed, washed and diluted to 1-2x106 cells/
ml in culture medium consisting of RPMI 1640 supplemented
with L-glutamine (CellGro, Herndon, Va., USA), 10% heat-
inactivated A/B human serum, 1% penicillin/streptomycin
(CellGro) and 0.1% p-mercaptoethanol. Cells were plated in
round-bottom 96-well plates (Corning Costar, Corning, N.Y.,
USA) and incubated at 37° C. in a humidified cell chamber
with 5% CO,. At the time points indicated, PBMC were
surface-stained using various fluorochrome- or biotin-conju-
gated mAbs, including: anti-CD1c, (Miltenyi, Auburn, Calif.,
USA), anti-CD3, anti-PD-L1 (eBioscience, San Diego,
Calif., USA), anti-CD11b, anti-CD11c, anti-CD14, anti-CD-
86, anti-PD-L2 (Pharmingen/BD Biosciences), anti-
CD45RO, anti-CD80, anti-CD83 and/or anti-HLA-DR (Bi-
olLegend, San Diego, Calif., USA), with isotypematched,
fluorochrome-/biotin-labelled irrelevant mAbs as controls.

All samples were blocked using 0.5% human serum and
anti-FcR antibody (Miltenyi) during staining. After staining,
PBMC were fixed using 2% paraformaldehyde in PBS after
preliminary experiments indicated no effect of cell fixation on
expression levels of PD-L.1 or other surface markers (data not
shown). Some cultures were stained in parallel with Annexin
V and propidium iodide (PI) as per the manufacturer’s
instructions (both from Becton Dickinson) and apoptosis
assessed by enumerating the percent of Annexin V-positive
PBMC per culture. Flow cytometry was performed using an
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LSR 1II cytometer (Becton Dickinson), and the data were
analysed using Flow Jo software (Tree Star, Inc., Ashland,
Oreg., USA).

Populations were compared using a two-tailed t-test and
significance assigned where P<0.05. Dueto the fact that some
patients had more than one blood draw and were therefore
overrepresented in the data set, statistical analyses were
repeated using multivariate logistic generalized estimating
equations (GEEs), to account for multiple observations in
some individuals. Results of GEE analyses confirmed P<0.05
between populations as identified by t-test.

A total of 26 PBMC samples were collected from 19
unique SLE patients ranging in age from 6 to 21 yrs
(mean+S.D.=14.3+3.7). Clinical and laboratory data for
these blood draws are summarized in Table 1. Overall, 12
samples were obtained from patients with active (recurrent or
newly diagnosed) SLE and categorized as ‘flare’ samples,
while 14 were categorized as ‘remission’ samples, as outlined
above. Patient age was not significantly different between the
SLE flare (13.8+3.1) and remission (14.7+4.2) groups, and
there were no statistically significant differences between the
groups with respect to medication usage. Control PBMC
were collected from 15 healthy volunteers ranging in age
from 6 to 23 yrs (15.7+5.2); patient age and gender compo-
sition were not significantly different between the control and
SLE groups. Females comprised 18/19 of the SLE patients
and 12/15 of the controls.

To test the hypothesis that PD-L1 expression is abnormal
on lupus APC, primary human PBMC were cultured for 1 day
in the absence of exogenously added stimuli and PD-L1 lev-
els measured using four-color multiparametric flow cytom-
etry. Consistent with prior findings in normal human leuco-
cytes, we observed virtually no PD-L1 protein on CD3" cells,
but PD-L1 was expressed on a proportion of CD3~ cells from
a healthy subject (FIG. 1A). In contrast, there was near-
complete absence of PD-L.1 on PBMC from a patient with
active SLE. Surprisingly, CD3~ cells from the same patient
during lupus remission had regained the ability to express
normal levels of PD-L1. This pattern was reproducible using
PBMC from multiple individuals (see below).

To characterize the CD3 cells expressing PD-L1, we
assessed levels of several surface markers on normal PBMC
and found that the PD-L.1* cells naturally segregated into
CD14-low/megative (CD14°) and CDI4-high (CD14™)
populations (FIG. 1B), demonstrating that PD-1.1 was prima-
rily expressed by APC of myeloid lineage, consistent with
published data. Examination of the CD14% and CD14"™ APC
subsets for CD11¢, CD11b, CDI1¢, CD45RO and HLA-DR
revealed expression patterns consistent with immature mDC
and Mo, respectively (FIG. 1C). Similar to a prior report, we
did not observe a significant amount of CD83 on these cells,
supporting the idea that the mDC in these cultures were
phenotypically immature.

To confirm abnormal PD-L1 levels on lupus APC, PBMC
were cultured as above and immature mDC and Mo identified
by co-staining for CD14 and CD11c¢ (FIG. 13A). As noted, we
found that both immature mDC and Mo from children with
active SLE failed to up-regulate PD-L.1, while APC from
children in lupus remission expressed normal or increased
levels of this negative costimulator (FIG. 13B). As the CD14%
CD11c* populations in PBMC may have been comprised of a
heterogenous mix of differentiating Mo and early mDC, we
used the cell surface marker CD1c (BDCA-1) to specifically
identify Type ImDC. Gating for CD14% CD11c* CDlc* cells
revealed PD-L1 expression consistent with that of the CD14%
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CD11c* population as a whole, confirming the utility of this
method for measuring PD-L.1 levels on immature mDC (FIG.
130).

These findings were reproducible and statistically signifi-
cant for immature mDC and Mo from multiple individuals
(FIG. 13D-F). Compared with control APC, mean PD-L1
expression was more than 3-fold lower on immature mDC
and Mo from children in SLE flare, but nearly 2-fold higher
on Mo during SLE remission (FIG. 13D). To correct for
potential inter-experiment variation, the PD-.1 MFI for each
set of APC was normalized to background levels, using the
PD-L1 MFI of the CD14~ CD11c™ cells as the denominator
for each sample. However, mDC and Mo from patients in SLE
flare remained significantly PD-L1-deficient as compared
with both normal and remission APC (FIG. 13E). Not only
were PD-L1 protein levels lower on SLE flare APC, but there
were also lower percentages of cells expressing PD-L1 (FIG.
13F). Compared with controls, PD-I.1 was expressed on
nearly 70% fewer SLE flare mDC and nearly 50% fewer Mo.
In contrast, the percentages of PD-L1* APC in lupus remis-
sion samples were not significantly different than in controls,
consistent with the idea that this negative costimulator may
play arole in inhibiting the autoreactive immune response. In
support of this concept, serial samples drawn from four
patients at different times revealed an inverse correlation
between Mo PD-L1 expression and disease activity, with
lower levels during SLE flares and higher levels during remis-
sions (FIG. 13G).

To rule out the possibility that APC from patients with
active SLE were merely delayed in up-regulation of PD-L.1,
we measured expression of this protein over a 5 day culture
period. Normal APC expressed little PD-L1 at initiation of
culture, but levels rapidly increased over time, with peak
PD-L1 expression in both immature mDC and Mo by days
1-2, and return to baseline by day 5. In contrast, immature
mDC and Mo from children with active SLE expressed abnor-
mally low levels of PD-L1 throughout the time course, refut-
ing the idea that the low PD-L.1 observed in day 1 cultures was
merely due to delayed surface expression of this protein. As in
short-term cultures, APC from children in SLE remission
exhibited normal or elevated levels of PD-L.1, suggesting a
potential functional association between PD-L.1 expression
and disease activity.

In contrast to PD-L.1, staining of control PBMC for the
related negative co-stimulator, PD-L.2, revealed a nearly neg-
ligible level of protein expression that did not change over 4
days of culture. These findings are in agreement with previous
work that showed that purified Mo from healthy adult volun-
teers expressed virtually no PD-L.1 or PD-L.2 upon initial
isolation, and spontaneously up-regulated only PD-L1 after
24 h of culture.

To determine whether the defect in lupus flare APC was
specific to PD-L1, we measured the level of positive co-
stimulatory molecules (a combination of CD80 plus CD86)
on PBMC from children with and without SLE. We found that
although immature mDC and Mo were clearly PD-L.1-defi-
cient during SLE flare, they retained the ability to express
CD80/CD86 (FIG. 14), congruent with prior studies that
revealed normal or elevated levels of these proteins on mDC
and Mo from patients with SLE. Taken together, these obser-
vations suggest that the inability of lupus APC to express
PD-L1 cannot be attributed to a global decrease in costimu-
latory molecule expression during SLE flare, and that loss of
the negative PD-L1 signal is not associated with or compen-
sated for by a decrease in positive co-stimulatory signals.

Consistent with a prior report, we also observed that
although Mo populations were fairly homogenous with
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respect to expression of CD80O/CDS86, immature mDC seg-
regated into CD80/CD86™ and CD80/CD86"-expressing
groups, suggesting differing abilities for T-cell stimulation
(FIG. 14). Moreover, in control and SLE remission PBMC,
the majority of PD-L1 protein was expressed by CD80/
CD86" mDC, suggesting that T-cell stimulation by these
most potent APC is normally held in check by this negative
regulator. Surprisingly, the CD80/CD86" subset of mDC was
markedly lacking in SLE flare, although the reasons for this
are currently unclear.

The finding of decreased PD-L1 protein during active SLE
has significant implications for conversion of APC to a patho-
logical state. Although immature mDC and Mo from children
with active SLE failed to up-regulate PD-L1, both cell types
retained the ability to express several other markers, includ-
ing CD80/CD86, at the APC surface. As CD80/CD86-medi-
ated T-effector signaling is normally countered by PD-L.1,
lupus APC could potentially have an abnormally high capac-
ity for positive T-cell co-stimulation during SLE flare. A
hyperstimulatory role for lupus APC is supported by data
showing that mDC and Mo from patients with SLE have an
increased ability to activate allogenic T-cells.

Not only do DCs depend upon PD-I.1 signaling to diminish
T-cell stimulation, but negative co-stimulation by PD-L1 is
more effective in immature DCs than in mature DCs, suggest-
ing a mechanism for the immunogenic presentation of
autoantigens in SLE. Immature mDC ingest apoptotic bodies
and cross-present Ags to cytotoxic T-cells, and lack of PD-1
signaling in vivo results in DC-mediated CD8" T-cell priming
rather than tolerization. Therefore, our data may provide a
partial explanation for the self-reactivity observed in lupus
patients, whereby PD-L1-deficient immature mDC present
apoptosis-related antigens in a pro-inflammatory context.

While examining CD80/CD86 expression, it was also
noted that the CD80/CD86" subgroup of mDC was dimin-
ished during SLE flare. This is intriguing, as SLE PBMC
proliferate poorly in autologous mixed leucocyte reactions
(aMLRs), and it has recently been suggested that CD80/
CD86" mDC are integral for T-cell proliferation during
aMLRs. The reason behind the loss of these cells in active
SLE is unclear, however, and may be related to increased
apoptosis or to tissue sequestration—it has been reported that
patients with active Class III and IV lupus nephritis have
significantly fewer circulating mDC along with a concomi-
tant increase of immature mDC in renal tissues. It would be
interesting to determine whether these renal mDC retain the
ability to express PD-L1.

In addition to potentially stimulating autoreactive T effec-
tor cells, PD-L1-deficient APC may promote abnormal func-
tion and/or development of regulatory T lymphocytes (Treg).
It has been demonstrated that PD-L1 signaling is necessary
for the suppressive activity of classic CD4* CD25" Treg in an
animal model of GVHD, and that anti-CD3-stimulated naive
CD4b T cells could be induced to become Trl-type regulatory
cells if co-stimulated with PD-[.1-Ig. Although decreased
Treg number and function have been reported in human SLE
it remains to be determined whether PD-L1 plays any role in
Treg-related deficiencies.

The decreased PD-L1 levels observed on APC from
patients with active SLE were not likely a result of medication
effects, as the use of immunosuppressive agents was compa-
rable between flare and remission groups (Table I). Three of
the children with active SLE and low PD-L1 had been newly
diagnosed and had never received any immunosuppression.
Additionally, all four of the subjects who provided serial
samples (FIG. 2G) were on minimally varying medication
regimens at the time of their blood draws. Similarly, a prior
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study of SLE patients revealed no correlation between the use
of immunosuppressive agents in vivo and changes in cell
surface markers on peripheral blood DC, as well as no sig-
nificant effect of chloroquine, steroids, 6-mercaptopurine or
mycophenolate mofetil on markers of Mo differentiation and
maturation in vitro.

In addition to cytokine dysregulation, SLE leucocytes
undergo apoptosis at an increased rate, and we did note an
inverse correlation between PD-L.1 expression and PBMC
apoptosis (Table I). Following this lead, we have preliminary
data demonstrating that in vitro treatment of PBMC with
polycaspase inhibitors not only reduced leucocyte apoptosis,
but increased the expression of PD-L.1 on mDC and Mo in all
cultures (data not shown). These findings suggest a role for
caspase activity in the normal regulation of PD-L.1 and pro-
vide a potential explanation for the loss of this negative co-
stimulator on APC from patients with active SLE. In support
of this idea, it has been reported that caspase-3 is directly
responsible for the decreased CD3~-chain expression on the
surface of SLE T cells.

Our findings complement what is already known regarding
PD-L1 expression in human disease; levels of PD-L1 are
increased on circulating APC from patients with chronic HIV,
hepatitis B or hepatitis C infection, and decreased on DC from
patients with multiple sclerosis. As preliminary studies in our
laboratory have also indicated abnormally low levels of PD-
L1 on APC from patients with some other types of active
autoimmune disease, we propose that diminished expression
of PD-L.1 on circulating APC may be a hallmark of active
multi-organ autoimmunity, while elevated levels of PD-L.1 on
circulating APC may be indicative of chronic infection. If
verified in larger samples, this distinction may be medically
useful, as it is often unclear whether clinical deterioration in
SLE patients represents disease flare or infection.

In summary, our findings link active SLE with the inability
of peripheral blood APC to express PD-L.1, suggesting that
PD-L1 may be functionally important in the maintenance of
immune tolerance in SLE. Lack of this protein on the surface
of immature mDC also suggests a mechanism for the propen-
sity of the immune system to target apoptosis-associated mol-
ecules in SLE, as immature mDC typically ingest and present
these self-antigens. Given the inverse correlation between
PD-L1 and SLE disease activity, future investigations may
reveal a role for PD-L1 fusion proteins or other molecules
capable of ligating PD-1 in the treatment of SLE or other
autoimmune diseases. Larger studies may determine whether
intermittent measurements of PD-L1 on circulating APC
could provide an additional tool for monitoring the clinical
course of SLE. The above experiments showed that both
immature mDC and Mo from children with SLE failed to
up-regulate PD-L.1 normally, and that this deficiency was
associated with increased disease activity.

As used herein, the term “patient” refers to the recipient of
a therapeutic treatment and includes all organisms within the
kingdom animalia. In preferred embodiments, the animal is
within the family of mammals, such as humans, bovine,
ovine, porcine, feline, buffalo, canine, goat, equine, donkey,
deer and primates. The most preferred animal is human.

As used herein, the terms “treat” “treating” and “treat-
ment” include “prevent” “preventing” and “prevention”
respectively. As used herein, the term “autoimmune disease”
includes “immune-related disease,” “autoimmune disorder,”
“immunologic disorder” and “immune-related disorder.” As
used herein, the term “isolated” refers to materials, such as
cells or antibodies, which are removed from at least some of
the components that normally accompany or interact with the
materials in a naturally occurring environment such that they
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have been altered, “by the hand of man” from their natural
state to a level of isolation or purity that does not naturally
occur.

In some other embodiments, the treatments described
herein may be administered alone or in combination with
another therapeutic compound. Any therapeutic compound
used in treatment of the target autoimmune disease can be
used.

Many different modes and methods of administration of
the therapeutic molecules are contemplated. In some embodi-
ments, delivery routes include, for example, intravenous,
intraperitoneal, inhalation, intramuscular, subcutaneous,
nasal and oral administration or any other delivery route
available in the art. Depending on the particular administra-
tion route, the dosage form may be, for example, solid, semi-
solid, liquid, vapor or aerosol preparation. The dosage form
may include, for example, those additives, lubricants, stabi-
lizers, buffers, coatings, and excipients available in the art of
pharmaceutical formulations. In some embodiments, gene
therapy is utilized to deliver therapeutic molecules to the
patient.

Many pharmaceutical formulations are contemplated. In
some embodiments, the pharmaceutical formulations can be
prepared by conventional methods using the following phar-
maceutically acceptable vehicles or the like: excipients such
as solvents (e.g., water, physiological saline), bulking agents
and filling agents (e.g., lactose, starch, crystalline cellulose,
mannitol, maltose, calcium hydrogenphosphate, soft silicic
acid anhydride and calcium carbonate); auxiliaries such as
solubilizing agents (e.g., ethanol and polysolvates), binding
agents (e.g., starch, polyvinyl pyrrolidine, hydroxypropyl
cellulose, ethylcellulose, carboxymethyl cellulose and gum
arabic), disintegrating agents (e.g., starch and carboxymethyl
cellulose calcium), lubricating agents (e.g., magnesium stear-
ate, talc and hydrogenated oil), stabilizing agents (e.g., lac-
tose, mannitol, maltose, polysolvates, macrogol, and poly-
oxyethylene hydrogenated castor oil), isotonic agents,
wetting agents, lubricating agents, dispersing agents, buffer-
ing agents and solubilizing agents; and additives such as
antioxidants, preservatives, flavoring and aromatizing agents,
analgesic agents, stabilizing agents, coloring agents and
sweetening agents.

If necessary, glycerol, dimethyacetamide, 70% sodium
lactate, surfactants and alkaline substances (e.g., ethylenedi-
amine, ethanol amine, sodium carbonate, arginine, meglu-
mine and trisaminomethane) can also be added to various
pharmaceutical formulations.

In the context of some embodiments, the dosage form can
be that for oral administration. Oral dosage compositions for
small intestinal delivery include, for example, solid capsules
as well as liquid compositions which contain aqueous buft-
ering agents that prevent the expanded T, cell population or
other ingredients from being significantly inactivated by gas-
tric fluids in the stomach, thereby allowing the expanded T,
cell population to reach the small intestines. Examples of
such aqueous buffering agents which can be employed in the
present invention include, for example, bicarbonate buffer at
apH of from about 5.5 to about 8.7. Tablets can also be made
gastroresistent by the addition of, e.g., cellulose acetate
phthalate or cellulose acetate terephthalate.

EQUIVALENTS

The foregoing written specification is considered to be
sufficient to enable one skilled in the art to practice the inven-
tion. The foregoing description details certain preferred
embodiments of the invention and describes the best mode
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contemplated by the inventors. It will be appreciated, how-
ever, that no matter how detailed the foregoing may appear in
text, the invention may be practiced in many ways and the
invention should be construed in accordance with the
appended claims and any equivalents thereof.

What is claimed is:
1. A method of diagnosing rheumatoid arthritis (RA) in a
human individual suspected of having RA, comprising:
determining the PD-L1 level in a blood sample obtained
from said individual, by contacting said blood sample
with a detectably labeled antibody specific for PD-1.1;

comparing the PD-L1 level of the individual suspected of
having RA to a reference PD-L1 level, wherein said
reference PD-L1 level is derived from the PD-L1 level in
one or more individuals that do not have RA; and

diagnosing said individual suspected of having RA as hav-
ing RA when the PD-L.1 level is less than said reference
PD-L1 level or identifying said individual as not having
RA when the PD-L1 level is not less than said reference
PD-L1 level.

2. The method of claim 1, wherein the blood sample com-
prises peripheral blood lymphocytes.

3. The method of claim 1, further comprising providing the
use of an antibody specific for a cell surface marker on a
monocyte or dendritic cell.

4. The method of claim 1, wherein the antibody is fluores-
cently-labeled.

5. The method of claim 1, wherein the determining step
employs flow cytometry.

6. The method of claim 1, wherein the PD-L1 level is the
amount of PD-L1 in the blood sample.

7. The method of claim 1, wherein the PD-L1 level is the
number of cells in the blood sample that express PD-L.1.

8. The method of claim 7, wherein the cells comprise
peripheral blood mononuclear cells (PBMCs).

9. The method of claim 7, wherein the cells comprise
antigen-presenting cells (APCs).

10. The method of claim 9, wherein the APCs comprise
monocytes.

11. The method of claim 10, wherein the monocytes com-
prise CD14+/CD11c+ monocytes.

12. The method of claim 7, wherein the APCs comprise
myeloid dendritic cells (mDC).
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13. The method of claim 12, wherein the myeloid dendritic
cells comprise CD14~29/CD11c+ myeloid dendritic cells.
14. A method of diagnosing systemic lupus erythematosus
(SLE) in a human individual suspected of having SLE, com-
prising:
determining the PD-L.1 level in a blood sample obtained
from said individual, by contacting said blood sample
with a detectably labeled antibody specific for PD-L.1;

comparing the PD-L.1 level of the individual suspected of
having SLE to a reference PD-L1 level, wherein said
reference PD-L1 level is derived from the PD-L1 level in
one or more individuals that do not have SLE; and

diagnosing said individual suspected of having SLE as
having SLE when the PD-L1 level is less than said
reference PD-L1 level or identitying said individual as
not having SLE when the PD-L1 level is not less than
said reference PD-L1 level.

15. The method of claim 14, wherein the blood sample
comprises peripheral blood lymphocytes.

16. The method of claim 14, further comprising providing
the use of an antibody specific for a cell surface marker on a
monocyte or dendritic cell.

17. The method of claim 14, wherein the antibody is fluo-
rescently-labeled.

18. The method of claim 14, wherein the determining step
employs flow cytometry.

19. The method of claim 14, wherein the PD-L1 level is the
amount of PD-L1 in the blood sample.

20. The method of claim 14, wherein the PD-L1 level is the
number of cells in the blood sample that express PD-L.1.

21. The method of claim 20, wherein the cells comprise
peripheral blood mononuclear cells (PBMCs).

22. The method of claim 20, wherein the cells comprise
antigen-presenting cells (APCs).

23. The method of claim 22, wherein the APCs comprise
monocytes.

24. The method of claim 23, wherein the monocytes com-
prise CD14+/CD11c+ monocytes.

25. The method of claim 20, wherein the APCs comprise
myeloid dendritic cells (mDC).

26. The method of claim 25, wherein the myeloid dendritic
cells comprise CD147?/CD11c+ myeloid dendritic cells.
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